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Wloka et al., http://www.jcb.org/cgi/content/full/jcb.201208030/DC1 Figure S1 . Myo1 displays little cytosol-neck exchange, and its intensity at the bud neck remains relatively constant during the cell cycle. (A-C) Full-ring bleaching of Myo1 at the division site in a small-budded cell (A), a large-budded cell (B), and a cell during cytokinesis (C). Strain XDY286 (MYO1-GFP CDC3-RFP) was grown in SC-Leu media to the exponential phase at 23°C, the full-ring of Myo1 at the division site was bleached in cells at different phases of the cell cycle, and fluorescence recovery was monitored over time (also see Video 1). (D and E) . FLIP analysis of Myo1-GFP in a small-budded cell (D) and a comparable control cell (E) in the same imaged field. After sequential cytoplasmic bleaching, no significant decrease in the intensity of Myo1 at the bud neck was observed. Note that the intensity decreased to some extent immediately after the bleaching events (arrowheads), indicating that the scattering of the laser pulses may actually have bleached some of Myo1 at the neck region. The strain and growth condition were the same as described in A-C. (F-H) FLIP analysis of Tpm2-GFP in a cell undergoing cytokinesis (F) and two control cells (G and H) in the same imaged field. After a single cytoplasmic bleaching (arrowhead), the intensity of Tpm2-GFP at the bud neck decreased dramatically while displaying little or no change in the control cells. Note the difference in time scale (x axis) for the FLIP analysis of Myo1 and Tpm2. Strain YEF6197 (TPM2-GFP CDC3-RFP) was used, and the growth condition was the same as described in A-C. (I and J) The intensity of Myo1-GFP at the bud neck remains relatively constant during the cell division cycle. (I) The intensity of Myo1-GFP at the bud neck of individual cells of the strain XDY286 (MYO1-GFP CDC3-RFP) was followed by 3D spinning-disk microscopy from 130 min before the septin-hourglass splitting to the end of the AMR constriction, which roughly corresponds to the period from the small-budded stage to the end of cytokinesis. Time-lapse interval, 10 min (J). The mean and the SEM of the Myo1 intensity from I were calculated and plotted. WT, wild type. 
